for one to three days, or one could proceed with the analysis, depending on the schedule of the laboratory.
When ready to proceed, 2 ml of water is added to each tube, and the tubes periodically mixed during the following 3-h elution period.
After the tubes are centrifuged at 2000 rpm for 10 mm, 1 ml of supernatant fluid is removed and placed in a clean 13 X 100 mm tube. Folin's reagent, 250 zl, and 1 ml of sodium carbonate solution (200 g/liter) are added and the rack of tubes is placed in a preheated 95#{176}C water bath for 1 mm. After the tubes are cooled to room temperature, they are again centrifuged at 2000 rpm for 10 mm and the absorbances of the supernatant fluids at 750 nm are determined. The spectrophotometer is set at zero absorbance with the reagent blank prepared from an unstained portion of the Silica Gel G plate.
The absorbance of this reagent blank is very close to that of de-ionized water.
Results

Chromatographic Separation
The R1 of homogentisic acid averaged 0.17, ranging day to day from 0.13 to 0.20. Thus, it is essential that a homogentisic acid standard be included on each plate, because daily variation in R1's on thinlayer plates is greater than is the case with paper chromatograms.
The Absorption Spectra Figure 1 shows the absorption spectra of 2 mg and 
Recovery
To determine the efficiency of the extraction procedure, we dissolved homogentisic acid (2 or 3 mg/ ml) in either water or the urine of normal subjects, which was then extracted with ethyl acetate. 
Specificity
Urine from normal subjects contained no measurable homogentisic acid. Table 1 shows that the following compounds do not interfere with recovery of homogentisic acid: gentisic acid, 3,4-dihydroxyphenylacetic acid (DOPAC), ascorbic acid, or L-DOPA.
Precision
To determine the precision of the method, we prepared multiple aliquots of urine from a 24-h urine from a 46-year-old-man with alcaptonuria. The "within-run" mean 24-h urinary homogentisic acid excretion was 3428 mg (SD, 181; CV, 5.3% for 20 replicate samples). "Between-run" precision, determined on different days, was 6.8%. Table 2 shows the 24-h urinary homogentisic acid excretion by a 46-year-old man with alcaptonuria. There is a 2.5-fold variation in amount excreted per 24-h (4.932 g to 1.984 g). This spontaneous variation in homogentisic acid excretion in alcaptonuria has previously been noted, and it must be kept in mind when one is evaluating therapeutic approaches to alcaptonuria (7). To test the stability of homogentisic acid during prolonged storage, urine samples were acidified to pH 3 and stored frozen for nine months.
Homogentisic Acid Excretion in Alcaptonuria
The amount found in the sample of March 4, 1972, was only 9% less after nine months of storage (4.932 g to 4.489 g); that found in the sample of March 16, 1972, was only 4% less after nine months (3.846 g to 3.703 g). This stability is surprising in view of the ease with which 
